to ensure that any floating cells were collected. The flasks were returned to the incubator for 1 5 mm at 37#{176}C. The cells were removed from each flask with 5 ml of complete medium which was pooled with the medium and trypsin previously collected from the flask. The cells were spun at 1000 rpm for 5 mm and resuspended in 5 ml of fresh medium, ready for staining.
To check whether the time from removal of the cells from the monolayer to time of analysis affected the result, the order of analysis was reversed.
No difference was observed.
HT29. The preparation of a single cell suspension was identical to that of EMT6 except that Versene plus 0. 12 5 % trypsin was used to remove the cells from the monolayer. HT29 cells were originally supplied to us by Dr. J. Fogh of the Sloane Kettering Institute.
Mouse bone marrow.
Both femora were removed from a Balb/ c mouse following cervical dislocation and stripped of muscle. Both ends of the bone were punctured, a 25 gauge needle was inserted and marrow flushed through with 5 ml phosphate buffered saline at pH 7.4. The suspension was filtered through gauze, centrifuged at 700 x g for 5 mm, resuspended in complete medium, and counted. The concentration was adjusted to 2 x 10' cells/mI and 5 ml (106 cells) was pipetted into each of 1 2 plastic universal containers.
The samples were kept in the incubator at 37#{176}C after the addition of ACT-D, duplicate containers were exposed to each concentration. After 1 hr the cells were stained. The small flasks were left for 0, 3, 6, 9, or 12 hr and then inoculated with the required ACT-D concentration and left for another hour. These samples were then trypsinized, each resuspended in medium containing drug at the relevant concentration. They were then split into two, spun, resuspended in medium, and stained via one of the two methods described below.
Staining
The red/green fluorescence emissions were obtained using a "Two
Step" AO staining technique as described by Treganos et al. (4). This procedure has been shown to give good results in our EMT6 cell line (8, 9) . Briefly, 1.0 ml of complete medium containing 2 x 10' cells was added to 1.5 ml ofa solution containing and 0. 15 M NaC1 in 0. 1 N HCI. After 90 sec the staining solution, containing 0. 15 M NaCI, 5 mg AO/liter and 5 x 10 M EDTA in a phosphate/citrate buffer, was added. The composition of the buffer was adjusted to give a final staining pH of 5.0. Two staining protocols were adopted. The first contained ACT-D at various concentrations such that the final concentration of drug when mixed with the mediumtTriton X-100 treated solution corresponded to those used during the drug exposure of the cells. The second was ACT-D free. Thus we were able to compare the results of maintaining the ACT-D concentration during staining with those obtained when the drug concentration was decreased by the staining process.
Fluorescence Determinations
The fluorescence intensity of single cells was measured using a Bio/ Physics Cytofluorograf model 4800A operating in the red/green mode. Each cell passing through the focus of the 488 nm argon-ion laser beam emits red and green fluorescence that is scored in arbitrary units, channels.
A histogram of frequency versus fluorescence intensity was constructed.
A minimum of iO cells was analyzed from each sample and the medians of the red and green histograms associated with each G 1 peak were calculated to the nearest channel integer from the digital output. It should be noted that the fluorescence from DNA/AO complex under our staining conditions is not purely green. There is a long wavelength "tail" into the orange/red region of the spectrum that will be detected by the red waveband of the CFG. This must be taken into consideration when interpreting the results.
Results Figure  1 illustrates a typical set ofdata for asynchronous EMT6 cells stained when ACT-D was present in the staining solution. These data have been processed as described below and are represented with the nest of our data for this staining regimen in Figure  2 . Figure  2 shows the median of the Gi "green" 
